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MODIFIED ACID-FAST STAIN FOR CRYPTOSPORIDIUM 
 
 
1. INTRODUCTION: 
 

Cryptosporidium is a coccidian parasite recognized as a significant cause of 
diarrhea in man.  Due to difficulty in differentiating this parasite from yeast, an 
acid-fast stain is used to make definitive identification of this organism. 

 
2. PRINCIPLE: 
 

Acid-fast organisms usually contain very high quantities of lipids in their cell wall 
making them relatively impermeable to most basic stains.  However, once they 
are stained they retain the dyes very well and resist decolorization with acidified 
organic solvents.  Cryptosporidium is an acid-fast organism, whereas yeasts are 
not. 

 
3. SPECIMEN: 
 
 The required specimen is stool. 
 
4. MATERIALS: 
 

a. Centrifuge. 
 

b. Centrifuge tubes. 
 

c.  Pasteur pipettes. 
 

d.  Microscope slide. 
 

e.  Pencil. 
 

f. Staining carriers for staining. 
 

g.  Staining dishes. 
 

h.  Tap water. 



 
i. Carbol Fuchsin  

 
j. TB decolorizer 

 
k. Methylene Blue  

 
l. Positive and negative controls. 

 
5. PROCEDURE: 
 
 a. Preparation of slides. 
 

(1) Slides are prepared from the sediment obtained after the first 
centrifugation when performing the formalin-ethyl acetate concen-
tration.   Prepare the slides before adding ethyl acetate. 

 
(2) Number the slide with a pencil; using a pasteur pipet, transfer one 

drop of the sediment from the concentration tube to the slide. 
 

(3) Allow the slides to air dry. 
 

(4) Prepare positive and negative control slides for each run. 
 
 b. Staining procedure. 
 

(1) Place eight slides and a positive and negative control in a 10-slide 
carrier. 

 
(2) Place the slide carrier into a staining dish containing Carbol 

Fuchsin for 10 minutes. 
 

(3)  Remove the carrier and place into an empty staining dish and rinse 
with water. 

 
(4) Place the slide carrier into the staining dish containing TB 

decolorizer for one minute. 
 

(5) Remove the slide carrier and again rinse with tap water. 
 

(6) Place the slide carrier into the staining dish containing Methylene 
Blue for 5 minutes. 

 
(7) Remove the slide carrier and rinse with tap water. 

 
(8) Remove the slides from the slide carrier and allow to air dry. 



 
(9) Read the slides. 

 
6. RESULTS: 
 

a. Cryptosporidium oocysts will appear as bright red oval or spherical 
structures measuring 4-6 microns in diameter.  Internal structures will 
probably not be clearly distinguishable. 

 
b. Yeast and fecal debris should appear as pale greenish     blue. 

 
7. QUALITY CONTROL: 
 

a. Quality  control  slides  consisting  of positive and negative material are 
run with each set of slides.  

 
b. The positive  control  should exhibit acid-fast Cryptosporidium oocysts 

and the negative control should exhibit no acid-fast organisms. 
 

c. If either the positive or negative control fail to perform as expected, make 
new slides and restain.  

 
8.  SAFETY: 
 

a. Cryptosporidium is considered to be a highly contagious organism.  Care 
should be taken to avoid contamination. 

 
b. The oocysts are resistant to most common disinfectants. Use 50% 

commercial bleach. 
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